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Abstract
Medial degeneration is a key feature of aneurysm disease and aortic dissection. In a murine aneurysm model we
investigated the structural and functional characteristics of aortic wall degeneration in adult fibulin-4 deficient mice and the
potential therapeutic role of the angiotensin (Ang) II type 1 (AT1) receptor antagonist losartan in preventing aortic media
degeneration. Adult mice with 2-fold (heterozygous Fibulin-4
+/R) and 4-fold (homozygous Fibulin-4
R/R) reduced expression
of fibulin-4 displayed the histological features of cystic media degeneration as found in patients with aneurysm or
dissection, including elastin fiber fragmentation, loss of smooth muscle cells, and deposition of ground substance in the
extracellular matrix of the aortic media. The aortic contractile capacity, determined by isometric force measurements, was
diminished, and was associated with dysregulation of contractile genes as shown by aortic transcriptome analysis. These
structural and functional alterations were accompanied by upregulation of TGF-b signaling in aortas from fibulin-4 deficient
mice, as identified by genome-scaled network analysis as well as by immunohistochemical staining for phosphorylated
Smad2, an intracellular mediator of TGF-b. Tissue levels of Ang II, a regulator of TGF-b signaling, were increased. Prenatal
treatment with the AT1 receptor antagonist losartan, which blunts TGF-b signaling, prevented elastic fiber fragmentation in
the aortic media of newborn Fibulin-4
R/R mice. Postnatal losartan treatment reduced haemodynamic stress and improved
lifespan of homozygous knockdown fibulin-4 animals, but did not affect aortic vessel wall structure. In conclusion, the AT1
receptor blocker losartan can prevent aortic media degeneration in a non-Marfan syndrome aneurysm mouse model. In
established aortic aneurysms, losartan does not affect aortic architecture, but does improve survival. These findings may
extend the potential therapeutic application of inhibitors of the renin-angiotensin system to the preventive treatment of
aneurysm disease.
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Introduction
Degeneration of the medial layer of the aorta is a key feature of
aneurysm disease and aortic dissection [1]. Cystic medial
degeneration is characterized by elastic fiber fragmentation, loss
of smooth muscle cells (SMC), and accumulation of amorphous
extracellular matrix (ECM) in the aortic wall. Although media
degeneration occurs to some degree with aging, excessive aortic
wall degeneration may lead to dilatation of the aorta and
aneurysm formation, or, alternatively, aortic dissection [2,3]. In
addition, advanced aortic degeneration may be part of inherited
disorders of the connective tissue. One of the most common of
these syndromes is Marfan syndrome (MFS), resulting from a
mutation in the FBN1 gene which encodes the ECM glycoprotein
fibrillin-1 [4]. MFS is characterized by elastic fiber fragmentation,
loss of elastin content, and accumulation of amorphous matrix
components in the aortic wall, resulting in the formation of
thoracic aortic aneurysms (TAAs) [5]. Mice with a mutation in the
fibrillin-1 gene are widely used to study the pathophysiologic
mechanisms underlying MFS and its treatment options [6].
Several mutations in other genes encoding extracellular matrix
proteins have also been identified in patients with TAAs, including
mutations in the fibulin-4 gene [7] [8]. Fibulin-4 is one of the
seven-member family of ECM proteins that play a role in elastic
PLoS ONE | www.plosone.org 1 August 2011 | Volume 6 | Issue 8 | e23411fiber assembly and function [9]. Fibulin-4 is highly expressed in
the medial layers of blood vessel walls, including the aortic media
[10]. It has been shown that mutant mice lacking fibulin-4
(Fibulin-4
-/-) die perinatally from aortic rupture [11]. Further-
more, newborn mice with a systemic 4-fold reduced expression of
fibulin-4 (Fibulin-4
R/R) display elastic fiber fragmentation and
develop aneurysms in the ascending thoracic aorta. Interestingly,
even a 2-fold reduced expression of fibulin-4 in the heterozygous
Fibulin-4
+/R mice already induces similar, though milder, changes
in the aorta [12].
Since aneurysm disease is a condition of the aging population,
the present study first focused on the structural and functional
characterization of aortic wall degeneration in adult fibulin-4
deficient mice. Recent studies have shown that antagonizing
transforming growth factor-b (TGF-b) by either TGF-b neutral-
izing antibodies or the angiotensin (Ang) II type 1 (AT1) receptor
antagonist losartan can slow the progression rate of aortic root
dilatation in an MFS mouse model [6] and in patients with MFS
[13]. Therefore, we next investigated the role of the renin-
angiotensin system (RAS) in aneurysm formation in fibulin-4
deficient mice. We show that prenatal treatment with the AT1
receptor blocker losartan can prevent aortic media degeneration in
this non-MFS aneurysm mouse model. Losartan could not
attenuate established aortic aneurysms in adult fibulin-4 mice,
but largely improved survival of these animals. These findings
point towards potential therapeutic application of inhibitors of the
RAS to the preventive treatment of aneurysm disease.
Methods
Experimental animals
We previously generated a fibulin-4 allele with reduced
expression by transcriptional interference through placement of
a TKneo targeting construct in the downstream Mus81 gene [12].
Heterozygous (Fibulin-4
+/R) mice in a mixed C57Bl/gJ;129Sv
background were mated to obtain Fibulin-4
+/+, Fibulin-4
+/R and
Fibullin-4
R/R littermates and were housed in the institutional
animal facility. All experiments were performed under the
regulation and permission of the Animal Care Committee of the
Erasmus MC, Rotterdam, The Netherlands (protocol ID 139-08-
06). The investigation conforms to the Guide for the Care and Use of
Laboratory Animals published by the US National Institutes of
Health (NIH Publication No. 85-23, revised 1996).
Histology and immunohistochemistry
Mice (age 100 days) were euthanized by an overdose CO2, fixed
by perfusion fixation with 4% formaldehyde, and autopsied
according to standard protocols. Perfusion-fixed aortas were
isolated and paraffin embedded. Next, 4 mm sections were
haematoxylin and eosin stained and stained for elastin (Verhoeff-
van Gieson), glycosaminoglycans (Alcian Blue) and SMCs (a-
SMA). Immunohistochemistry for phosphorylated Smad2
(pSmad2) was performed as described previously [14] using rabbit
antiphospho-smad2 antibodies. The relative SMCs area of the
ascending aorta was quantified by calculating the surface area of
SMCs divided by the total surface area of the aortic rings (Qwin,
Leica, Gleisburg, Switzerland). The relative amount of positive
stained pSmad2 cells was calculated as the amount of positive
stained pSmad2 cells, divided by the total number of cells.
Hemodynamic measurements
Mice (15–20 weeks old) were sedated with 4% isoflurane and
intubated as previously described [15]. For measuring systolic and
diastolic BP, mice were instrumented with a calibrated high fidelity
1.4 Fr microtip pressure transducer catheter (SPR-671, Millar
Instruments), which was inserted into the left carotid artery and
advanced into the aortic arch [12]. Hemodynamic data were
recorded and digitized using an online 4-channel data acquisition
program (ATCODAS, Dataq Instruments, Akron, Ohio, USA),
for later analysis with a program written in Matlab. Ten
consecutive beats were selected for determination of BP.
Mulvany myographs
Male mice (age 120 days) were euthanized with an overdose of
pentobarbital i.p. (60 mg/kg). Thoracic aorta, abdominal aorta
and iliac artery were isolated and stored overnight in cold,
oxygenated Krebs-Henseleit buffer solution. The following day,
vessel segments were mounted in 6-mL organ baths (Danish
Myograph Technology, Aarhus, Denmark) containing Krebs-
Henseleit buffer (NaCl 118, KCl 4.7, CaCl2 2.5, MgSO4 1.2,
KH2PO4 1.2, NaHCO3 25 and glucose 8.3; pH 7.4) at 37uC and
oxygenated with 95% O2 and 5% CO2. The tension was
normalized to 90% of the estimated diameter at 100-mm Hg
effective transmural pressure.[16] Maximum contractile responses
were determined using 100 mmol/L KCl. Concentration response
curves (CRCs) were constructed to phenylephrine and Ang II
(Sigma); the latter with a 30-minute incubation with the NO
synthase inhibitor L-NAME (100 mmol/L; Sigma).
Microarray hybridizations
Standard procedures were used to obtain total RNA (Qiagen) of
two Fibulin-4
+/+, two Fibulin-4
+/R and four Fibulin-4
R/R aortas
(10 days old). Synthesis and hybridization was performed as
described before [12]. To examine the quality of the various
arrays, several R packages (including affyQCreport) were run
starting from the CEL files. All created plots, including the
percentage of present calls, noise, background, and ratio of
GAPDH 39 to 59 (,1.4) indicated a high quality of all samples and
an overall comparability, except for two samples, which were
excluded from further analysis. Of the 45101 probe sets, ,55%
was called present in all samples. Raw intensities values of all
samples were normalized by robust multichip analysis normaliza-
tion (background correction and quantile normalization) using
Partek version 6.4 (Partek Inc., St. Louis, MO). The normalized
data file was transposed and imported into OmniViz version 6.0.1
(Biowisdom, Ltd., Cambridge, UK) for further analysis. For each
probe set, the geometric mean of the hybridization intensities of all
samples was calculated. The level of expression of each probe set
was determined relative to this geometric mean and
2log trans-
formed. The geometric mean of the hybridization signal of all
samples was used to ascribe equal weight to gene expression levels
with similar relative distances to the geometric mean. Differentially
expressed genes were identified using ANOVA (Partek) and SAM
(OmniViz). Cut-offs values for significantly expressed genes were
the FDR and a fold change of 1.5. Functional analysis was done
using IPA (Ingenuity, Mountain View, CA). Microarray experi-
ments have been previously described and complied with the
regulations for Minimum Information of Microarray Experiments
(MIAME) and can be retrieved from ArrayExpress (www.ebi.ac.uk/
arrayexpress/ , accession code: E-MEXP-840) [12].
Biochemical measurements
Kidneys were excised and blood was collected from the left
ventricle and stored in 4 mol/l guanine thiocyanate as described
before [17]. Both were immediately frozen in liquid nitrogen and
stored at 280uC. Ang II was determined using radioimmunoassay,
following SepPak extraction and high-performance liquid chro-
matography separation [18].
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Total RNA was isolated from kidneys and aortic arches using
RNeasy Fibrous Tissue Mini Kit (Qiagen) and reverse transcribed
using the SuperScript VILO cDNA synthesis kit (Invitrogen). The
resulting cDNA was amplified in 40 cycles (denaturation at 95uC
for 10 min; thermal cycling at 95uC for 15 sec, annealing/exten-
sion at 60uC for 1 min) with a Step-One cycler using TaqMan
Universal Mastermix and TaqMan probes (Applied Biosystems) of
individual genes. Specific primers (Rplp0 Mm01974474_gH,
Efemp2 Mm00445429_m1, Agtr1a Mm00616371_m1, Agtr1b
Mm02620758_s1 and Agtr2 Mm01341373_m1) were obtained
from Applied Biosystems. After PCR cycling, the fluorescence
intensities of the reporter (FAM) dyes were quantified. The
threshold cycle (Ct), i.e. the cycle number at which the amount of
the amplified gene of interest reached a fixed threshold, was
determined subsequently. The comparative Ct method (DDCT)
was used for relative quantification of gene expression [19].
Treatment
Fibulin-4
+/R mice were bred to produce Fibulin-4
+/+ and
Fibulin-4
R/R mice. Pregnant mice received either propranolol
(0.5 g/liter, Sigma), losartan (0.6 gram/liter, Sigma) or placebo in
their drinking water as described before [6]. Treatment was
started at embryonic day (E)14.5 and continued for five days. At
E19.5 the pregnant mice were euthanized by an overdose CO2
and a caesarian section was performed to collect the fetuses. Adult
Fibulin-4
R/R mice and their wild type littermates were treated
during 10–14.5 weeks, starting at the age of 5.5 weeks. Aortas from
the fetuses and adult mice were isolated and paraffin embedded.
Next, 4-mm sections were stained for elastin (Verhoeff-van Gieson).
Ascending aortic wall thickness is the average of four measure-
ments per quartile using Leica QWin software (Leica, Glattburg,
Switzerland).
Data-analysis
Normally distributed data are presented as mean6SEM. CRCs
were analyzed using Graph Pad Prism 5 (Graph Pad Software
Inc., San Diego, California, USA) to determine the maximum
effect (Emax) as described before.[20] Analysis of the differences
between CRCs was performed by two-way ANOVA. The one-
way ANOVA was considered for the analysis of Emax, blood
pressures, angiotensin II levels and vessel wall thickness. Both
analyses were followed by post hoc evaluation according to
Bonferroni. To compare the observed distributions of the geno-
types with the expected mendelian distribution, a chi-square test
was used. The survival of fibulin-4 mice over time is presented in a
Kaplan-Meier curve for a cohort of mice alive at age 3 weeks and
the curves were compared by the Log Rank test. To evaluate the
dose-dependent effect of fibulin-4 expression, a linear regression
analysis was performed to obtain a p for trend. The latter statistical
analyses were performed using SPSS 15.0 for Windows (SPSS,
Chicago, Ill, USA). All statistical tests were two-sided and a
p-value ,0.05 was considered statistically significant.
Results
Adult fibulin-4 deficient mice display aortic wall
degeneration
Newborn Fibulin-4
R/R mice already showed severe TAAs [12],
but only a small number of Fibulin-4
R/R mice survived towards
adult age. Fig. 1 shows the survival of fibulin-4 deficient mice.
Newborn fibulin-4 mice demonstrate a Mendelian distribution of
the three genotypes (30.2% Fibulin-4
+/+, 46.5% Fibulin-4
+/R and
23.3% Fibulin-4
R/R mice). Due to the high mortality in the first
weeks, genotyping takes place at the age of three weeks. At this
age, the amount of Fibulin-4
R/R mice already dropped to 15%
and the Mendelian distribution is lost (Fig. 1A, p,0.0001). To get
insight in the mortality rate of these mice, we constructed a
Kaplan-Meier curve with all mice alive at the age of three weeks
(Fig. 1B). The curves clearly demonstrate a dramatic survival of
Fibulin-4
R/R mice when compared to their wild type littermates
(p,0.0001). The structural alterations resulting from reduced
fibulin-4 in adult mice were characterized in 100-days-old mice.
All aneurysms of Fibulin-4
R/R mice were located in the ascending
thoracic aorta. Aortic wall thickness was increased in Fibulin-4
+/R
and Fibulin-4
R/R as compared with Fibulin-4
+/+ mice (Fig. 2A–C).
The increase in aortic wall thickness was, at least in part, due to
increased deposition of glycosaminoglycans in the ECM, as
demonstrated by Alcian blue staining (Fig. 2D–F). Aortas of wild
type mice displayed a normal pattern of elastic lamellae forming
dense parallel sheets. In contrast, the thickened aortic walls in
fibulin-4 deficient mice displayed changes in elastic fiber
organization, varying from moderate elastic fiber fragmentation
in Fibulin-4
+/R mice to complete destruction of elastin lamellar
organization in Fibulin-4
R/R mice (Fig. 2G–I). In addition to
changes in elastin structure, aortic walls of Fibulin-4
+/R and
Fibulin-4
R/R mice displayed loss of SMCs, as evidenced by a-
smooth muscle actin (SMA) staining (Fig. 2J–L) and increased
numbers of apoptotic cells (data not shown). Next, to evaluate
the reduction of SMCs seen in Fibulin-4
R/R aortas, we quantified
the amount of SMCs relative to the vessel wall area. Although
the absolute amount of SMCs varied among the different
genotypes, the relative amount of SMCs was significantly lower
in Fibulin-4
R/R mice when compared to Fibulin-4
+/+ and
Fibulin-4
+/R mice (Fig. 2M).
Functional consequences of fibulin-4 deficiency
Increased aortic pulse pressure. Since elastic fiber
fragmentation may be associated with loss of elasticity and
increased stiffness of the aortic wall, we next determined the in vivo
aortic blood pressure using a microtip pressure catheter. In Fibulin-
4
R/R mice a slightly increased systolic blood pressure and decreased
diastolic blood pressure was observed compared to wild type animals
resulting in a significantly higher aortic pulse pressure in Fibulin-4
R/R
mice compared to controls (Fig. 3), which is consistent with increased
arterial stiffness [21]. Interestingly, we observed a gene dose-
dependent decrease (trend) in diastolic blood pressure and increase
(trend) in pulse pressure (Fig. 3), while no aortic valve abnormalities
are present in Fibulin-4
+/R mice. We therefore hypothesize that this
blood pressure effect is due to primary vessel wall impairment in
fibulin-4 deficient mice, while in Fibulin-4
R/R mice, this phenotype is
aggravated due to aortic valve dysfunction.
Reduced aortic contractility. To evaluate the functional
effects of SMC loss, in vitro vascular contractility was studied in
different segments of the aorta and the iliac arteries. After
mounting, the vessel diameter was measured for each segment.
Ascending thoracic aortic diameters were 1106622, 1086627 and
2023688 mm for Fibulin-4
+/+, Fibulin-4
+/R and Fibulin-4
R/R
mice respectively (n=14–18). Descending thoracic aortic dia-
meters were 830617, 797617 and 955649 mm for Fibulin-4
+/+,
Fibulin-4
+/R and Fibulin-4
R/R mice respectively (n=17–22).
Abdominal aortic diameters were 568612, 585615 and
611630 mm for Fibulin-4
+/+, Fibulin-4
+/R and Fibulin-4
R/R
mice respectively (n=18–20). Iliac arteries were 420612,
401611 and 378614 mm for Fibulin-4
+/+, Fibulin-4
+/R and
Fibulin-4
R/R mice respectively (n=18–19). The diameter of both
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inFibulin-4
R/Rmicewhencompared towild typeFibulin-4
+/+ mice,
while the iliac arteries were significantly smaller in diameter.
Furthermore, the increase in vessel diameter of the ascending
thoracic aorta was accompanied by an approximately 2-fold elonga-
tion of the aortic segment.
In line with the relative reduction of SMCs in the thoracic aorta,
the maximum contractility of thoracic aortas in response to KCl
(100 mmol/L) was more than 3-fold lower in Fibulin-4
R/R mice
than in Fibulin-4
+/+ mice (Fig. 4A). Similarly, receptor-mediated
vasoconstriction in response to phenylephrine (100 mmol/L) was
significantly lower in thoracic aortic rings of Fibulin-4
R/R mice
than in Fibulin-4
+/+ mice (Fig. 4B). The contractile responses of
the abdominal aorta and the iliac arteries did not differ between
groups (data not shown). Increasing doses of Ang II, following a
30-minute incubation with N
v-nitro-L-arginine methyl ester (L-
NAME), did not induce vasoconstriction in the thoracic aorta
(Fig. 3C–D). The contractile responses of the abdominal aorta and
iliac arteries in response to Ang II were not different between
fibulin-4 deficient and wild type mice (Fig. 4E–F). This difference
probably relates to the lower AT1 receptor levels in the thoracic
aorta than in other large arteries in the mouse [22,23].
Disturbed calcium signaling in fibulin-4 deficient mice
Next, genome-scaled network analysis from Fibulin-4+/+,
Fibulin-4+/R and Fibulin-4R/R aortas was performed using
dedicated microarray statistics with a focus on canonical pathway
analysis. Differentially expressed genes were initially identified
using statistical analysis of microarrays ANOVA (false discovery
rate (FDR) 0.5 and 1.5-fold change up- or downregulation).
Transcriptomes of Fibulin-4+/+ and Fibulin-4+/R full length
aortas were compared and 26 probe sets were identified. With
Ingenuity Pathway Analysis (IPA), a list of involved canonical
pathways was constructed (Supplemental Table S1). The calcium
signaling showed up as the top canonical pathway. Next, an
independent SAM analysis was performed (FDR of 0.0032 (falsely
called ,1) and 1.5-fold change up- or downregulation). This
approach identified 279 probe sets, from which a second top list of
canonical pathways was constructed (Supplemental Table S2).
Again, the calcium signaling pathway was highly significant.
Interestingly, very specific genes involved in muscle cell contrac-
tion were up- or downregulated (Fig. 5).
Next, differences between transcriptomes of Fibulin-4
+/+ and
Fibulin-4
R/R aortas were analyzed. Statistical analysis of micro-
arrays ANOVA was performed with the same selection criteria as
for Fibulin-4
+/+ vs. Fibulin-4
+/R aortas. Canonical pathway analysis
identified mainly pathways involved in immunological and
inflammatory diseases (Supplemental Table S3) and after analysis
with SAM (FDR 0.2 and 1.5-fold change up- or downregulation) a
table with principally similar pathways was constructed (Supple-
mental Table S4). These analyses identified a few genes involved in
the aforementioned calcium signaling pathway.
Figure 1. Survival of fibulin-4 mice. (A) Distribution of the three genotypes at 0 and 3 weeks of age. The grey bars show the expected Mendelian
distribution and the overlying bars the observed distribution of the different genotypes. Fibulin-4 mice are born in a Mendelian distribution (n=10–
20). Already after three weeks, this distribution is lost (n=50–180, p,0.0001). (B) Kaplan-Meier survival curves of Fibulin-4
+/+, Fibulin-4
+/R and Fibulin-
4
R/R mice alive at the age of three weeks (n=50–180). After 21 weeks, 96% of wild type Fibulin-4
+/+ and 92% of Fibulin-4
+/R mice survived. Survival of
Fibulin-4
R/R mice dramatically decreased to 33% (p,0.0001 vs. wild type). Note that the survival curve starts with all mice alive at the age of three
weeks. Symbols indicate censored data.
doi:10.1371/journal.pone.0023411.g001
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signaling and increased tissue angiotensin II
In a mouse model of MFS, it has been demonstrated that
dysregulation of TGF-b activation and the RAS play an important
role in aneurysm formation [6,24,25]. Hence, we next investigated
the involvement of TGF-b signaling and Ang II in fibulin-4
deficient mice. First, genome-scaled network analysis from Fibulin-
4
+/+, Fibulin-4
+/R and Fibulin-4
R/R aortas identified the upregu-
lation of TGF-b in Fibulin-4
R/R mice compared to Fibulin-4
+/+
mice (Supplemental Table S3 and S4). Next, immunohistochem-
ical staining for phosphorylated Smad2 (pSmad2), an intracellular
mediator of the TGF-b signal, in ascending thoracic aortas was
performed. A graded increase in the nuclear translocation of
pSmad2 in the aortic media of Fibulin-4
+/R and Fibulin-4
R/R
mice was observed (Fig. 6A), indicating increased TGF-b signaling
in adult aneurysmal fibulin-4 deficient mice.
Ang II is important in TGF-b signaling, by stimulating TGF-b1
mRNA and protein expression, which leads to TGF-b activation.
This indicates that TGF-b acts downstream of Ang II signaling
[26]. Therefore, we subsequently measured Ang II levels in blood
and in kidney tissue of fibulin-4 deficient mice. Plasma Ang II
levels were identical in the three genotypes (Fig. 6B). In contrast,
renal tissue Ang II levels displayed a clear gene dose-dependent
increase in Fibulin-4
+/R and Fibulin-4
R/R mice (Fig. 5b; p,0.004
for gene deletion effect), which may be due to increased AT1
receptor binding at this site, resulting in increased receptor-
Figure 2. Architecture of ascending thoracic aortas. In adult Fibulin-4
+/R and Fibulin-4
R/R aortas there is an increase in aortic wall thickness (A–
C), glycosaminoglycan depositions (blue areas) (D–F), elastic fiber fragmentation (G–I) and loss of smooth muscle cells in the media (J–L), also
quantified (M).
doi:10.1371/journal.pone.0023411.g002
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receptor expression indeed demonstrated increased AT1b receptor
expression in both the kidneys and aortic arches (Fig. 6C). It is thus
reasonable to assume that the Ang II content is also larger in the
vasculature of fibulin-4 deficient mice, due to an increased
receptor density at this site.
Treatment with AT1 receptor blocker losartan prevents
aortic wall degeneration, but does not attenuate
established aortic aneurysms
In genetically engineered MFS mice with abnormal fibrillin-1,
blocking TGF-b, either by TGF-b neutralizing antibody or by the
AT1 receptor blocker losartan, has been shown to prevent aortic
root dilatation, elastic fiber degeneration, and pSmad2 activation
[6]. Since dysregulation of TGF-b signaling and activation of the
RAS were also observed in fibulin-4 deficient mice, we next
investigated the potential therapeutic effect of losartan. To prevent
Fibulin-4
R/R mice for premature drop-out due to aortic rupture,
mice were treated as early as possible. Thus, mice were prenatally
treated with placebo, beta-adrenergic receptor blocker propran-
olol, or AT1 receptor blocker losartan. Propranolol, used as
standard therapy to slow progression rate of aortic root growth in
patients with MFS, served as control agent in an equihypotensive
dosage [6]. Cross-sections of ascending aortas collected from
Fibulin-4
+/+ newborn mice, revealed the presence of intact elastic
layers (Fig 7A). As expected, placebo-treated Fibulin-4
R/R mice
showed severe fragmentation and an increased aortic wall
thickness in this area (Fig. 7A–B). Treatment of Fibulin-4
R/R
mice with propranolol did not change elastic fiber fragmentation,
but slightly lowered vessel wall thickness. Yet, treatment with
losartan improved elastic fiber fragmentation and greatly reduced
vessel wall thickness.
Since AT1 receptor blockade is contraindicated during
pregnancy and aortic aneurysms are usually diagnosed in a more
advanced state, we performed a postnatal treatment trial with
losartan. While only a minority of the Fibulin4
R/R untreated mice
reach a lifespan of 120–140 days, losartan-treated Fibulin4
R/R
animals could reach a lifespan of at least 160–180 days (n=3),
after which they were sacrificed for histological analysis. Postnatal
treatment of Fibulin-4
R/R mice with losartan did not reduce vessel
wall thickness, but contrary, led to aortic wall thickening when
compared to placebo-treated Fibulin-4
R/R mice (Fig. 7D). This
might, at least in part, be due to the increase in age of the losartan-
treated animals. There were no signs of active remodeling of the
aortic wall due to losartan treatment, since no change in elastic
fiber architecture (Fig. 7C) or lumen diameter (Fig. 7F) was
observed. To address whether losartan was able to reduce TGF-b
signaling in these adult animals we performed pSmad2 staining.
We found no reduction in pSmad2 positive cells with 99% of all
nuclei stained positive for both groups (Fig. 7E). Since losartan
reduced systolic blood pressure to approximately 60 mmHg, we
therefore attribute the increased lifespan of the losartan-treated
animals to the lower blood pressure measured.
Discussion
Adult fibulin-4 deficient (Fibulin-4
+/R and Fibulin-4
R/R) mice
display gene-dose-dependent elastic fiber fragmentation, dropout
of SMCs, and deposition of mucopolysaccharide ground substance
in the ECM of the aortic media. The structural changes observed
in adult fibulin-4 deficient mice reflect the key histological features
of cystic medial degeneration in patients with aortic aneurysm or
dissection [1,28,29]. In patients, medial degeneration is histolog-
ically characterized by fragmentation and loss of elastin, loss of
SMCs, and formation of areas devoid of elastin that are filled with
amorphous ECM. Cystic medial degeneration characterizes the
final common pathway for various processes that affect the
integrity of the aortic media. These findings support the use of the
fibulin-4 deficient murine model for the study of aortic
degeneration and aneurysm formation and its pharmacothera-
peutical intervention.
The ECM provides the structural and functional platform of the
aorta. In normal healthy aorta, elastin and collagen account for
50% of the dry weight and provide the aortic wall with non-linear
elasticity properties [30]. One of the critical elements of the ECM
are the elastic lamellae. Elastin is incorporated in elastic fibers on a
scaffold of microfibrils. The elastic fibers in normal healthy aorta
are arranged in concentric elastic lamellae and, together with
vascular SMCs, form lamellar units [31]. Deposition of elastin is
not uniform in the aorta, with a decrease in the number of elastin
lamellar units from the ascending aorta to the abdominal aorta
[30]. The circumferentially aligned collagen and elastin fibers in
the aortic media provide tensile strength, permitting the aorta to
withstand pulsatile flow and blood pressure delivered by the heart
and to limit distal shear stress. The loss of elastic fiber integrity in
the aortic wall observed in fibulin-4 deficient mice was associated
with an increase in aortic pulse pressure, mainly due to a decline in
diastolic blood pressure, reflecting diminished aortic resilience and
tensile strength. Similar stiffening of the aortic wall with increased
pulse pressure has been found in the well-characterized genetically
engineered mouse model of MFS with a mutation in the FBN1
gene (Fbn1
C1039G/+) and in patients with MFS [32] [33]. The rise
in aortic pulse pressure in conjunction with aortic dilatation will
further increase arterial wall stress over the cardiac cycle and
thereby extend elastic fiber fragmentation. In MFS patients it has
been shown that elevated aortic pulse-wave velocity, as a measure
for reduced aortic elasticity, is a predictor for aortic dilatation and
dissection [34].
The changes in aortic media structure were accompanied by
impaired contractile function. Both adrenergic-receptor and
receptor-independent vascular contractility were reduced in
fibulin-4 deficient aortic rings. The decreased contractile capacity
could, at least in part, be explained by the loss of SMCs in fibulin-4
deficient aortas. In addition, loss of fibulin-4 is assumed to disrupt
Figure 3. Systolic blood pressure (SBP) and diastolic blood
pressure (DBP) measured using an intra-aortic microtip
pressure transducer catheter. With decreasing expression of
Fibulin-4, DBP decreased and pulse pressure (PP) increased (p for trend
0.009 and ,0.001 resp.). Data are mean6SEM of 4–17 mice. *p,0.05 vs.
Fibulin-4
+/+ and Fibulin-4
+/R (two-way ANOVA).
doi:10.1371/journal.pone.0023411.g003
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alterations in actin cytoskeleton organization [35]. Third, altered
calcium signaling may contribute to disturbed vascular contractile
capacity. Using aortic transcriptome analysis, we identified altered
expression pattern of genes encoding for proteins involved in
calcium signaling in Fibulin-4
+/R as compared with Fibulin-4
+/+
aortas. These data indicate that fibulin-4 deletion not only affects
aortic media structure, but also affects contractile function, as was
also predicted based on fibulin-4 conditional knockout mice [35].
It has been suggested that aortic contractility contributes to the
overall tensile strength and structural integrity of the aortic wall
[36]. The observed disturbances in the biomechanical properties
of the aorta are in line with findings in the genetic mouse model of
MFS [37]. The altered load-bearing capacity of the aorta due to
disturbances in the synthesis and breakdown of the aortic medial
ECM as well as impaired aortic contractility culminates in
increased aortic wall stress, which may contribute to dissection
and aneurysm formation.
As in the MFS mouse model, the alterations in aortic structure
and function were associated with increased TGF-b signaling in
adult aneurysmal fibulin-4 deficient mice, as evidenced by a
graded increase in the expression of pSmad2, an intracellular
mediator of the TGF-b signal, in the aortic media of Fibulin-4
+/R
and Fibulin-4
R/R mice. Augmented TGF-b activation is associated
with upregulation of matrix metalloproteinases and degradation of
the aortic media, as shown in both MFS mice and in newborn
fibulin-4 deficient mice [37,38,39]. Furthermore, altered TGF-b
signaling has also been reported in humans with cardiovascular
malformations due to fibulin-4 deficiency [40]. The importance of
TGF-b signaling in aneurysm formation is further supported by
the recent demonstration of increased circulating TGF-b concen-
trations in patients and mice with MFS, and the correlation
between increased serum TGF-b and aortic root dilatation [41].
It is still unclear how fibulin-4 deficiency correlates with
increased TGF-b signaling. Increased TGF-b production may be
due to Ang II [42,43,44,45]. For example, in human vascular
SMCs, stimulation with Ang II induced a 6-fold increase in TGF-b
production [43]. The contribution of the RAS in the fibulin-4
mouse model was investigated by measuring circulating and renal
tissue Ang II. Changes in renal Ang II content mirror changes in
Figure 4. Contractility mediated by KCl, phenylephrine and angiotensin II. (A) In ascending aortas, KCl-induced contractility decreased in a
gene dose-dependently in Fibulin-4
+/R and Fibulin-4
R/R mice (p for trend ,0.001). (B) In descending aortas, phenylephrine-induced contractility
decreased gene dose-dependently in Fibulin-4
+/R and Fibulin-4
R/R mice (p for trend 0.004). Data are mean6SEM of 6–18 experiments, *p,0.05 vs.
Fibulin-4
+/+ mice. (C–F) Effect of angiotensin II on (C) ascending thoracic aortas, (D) descending thoracic aortas, (E) abdominal aortas and (F) iliac
arteries. Data (mean6SEM of 3–6 experiments) are shown as a percentage of the response to 100 mmol/L KCl.
doi:10.1371/journal.pone.0023411.g004
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However, renal Ang II levels are generally much higher than Ang
II levels in blood vessel walls, and can thus be measured with much
greater accuracy. Therefore, we determined renal tissue Ang II
levels as a reflection of changes in aortic Ang II content in adult
fibulin-4 deficient mice. While Ang II levels were preserved in
plasma, renal Ang II levels increased with decreasing expression of
fibulin-4. Parallel increases in renal AT1b receptor content were
observed, although these increases were not yet significant at
n=3–10. Since tissue Ang II levels are determined largely, if not
completely, by AT1a and/or AT1b receptor binding and
subsequent internalization of extracellularly generated Ang II
[17,27], these data suggest that the increased renal Ang II levels
are due to increased renal AT1 receptor binding. Importantly,
qPCR supported an aortic AT receptor upregulation profile in
these mice that was identical to the profile in the kidney, i.e.,
selective AT1b upregulation. Thus, based on these data it seems
reasonable to assume that the vascular Ang II levels, like the renal
Ang II levels, are increased in fibulin-4 deficient mice due to
increased AT1 receptor binding. Alternatively, upregulated tissue
Figure 5. Calcium signaling pathway in a resting muscle cell (Fibulin-4
+/R vs. Fibulin-4
+/+ aortas). Colors show up- (red) and
downregulation (green) of molecules involved in muscle cell contraction.
doi:10.1371/journal.pone.0023411.g005
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[46], and thus future studies should investigate vascular (pro)renin
receptor density. Evidence is accumulating that the RAS plays an
important role in the pathogenesis of aneurysm formation
[6,25,47,48,49]. Ang II and AT2 receptor expression are increased
in MFS aortic tissue and have been associated with cystic medial
degeneration [25]. The increased tissue Ang II levels observed in
fibulin-4 deficient mice are in line with these findings and support
the role for the RAS in this model.
Drugs that interfere with the RAS may reduce aortic media
degeneration. In cultured aortic cells from MFS, angiotensin-
converting enzyme inhibition and AT1 receptor antagonism
significantly inhibited SMC apoptosis [25]. Interestingly, blockade
of the AT1 receptor by losartan has been shown to diminish TGF-
b signaling, with a reduction in free TGF-b levels, tissue expression
of TGF-b–responsive genes, and levels of mediators within the
TGF-b signaling cascade, and to prevent aortic aneurysm
development in the MFS mouse model [6]. Furthermore,
treatment with losartan reduced circulating TGF-b levels and
slowed the rate of aortic root dilatation both in MFS mice and in
MFS patients [13,41]. Based on these findings, we investigated
whether aortic media degeneration in the fibulin-4 aneurysm
model is associated with increased TGF-b signaling and could be
prevented by the TGF-b antagonist losartan. In addition to
interfering with TGF-b signaling, AT1 receptor blockade will
indirectly stimulate the AT2 receptor. Through a negative
Figure 6. Increased levels of pSmad2 and angiotensin II in fibulin-4 mutant aortas. (A) Immunhistochemistry reveals a graded increase in
expression and nuclear translocation of pSmad2 in the aortic media of adult fibulin-4 deficient mice. (B) With reduced fibulin-4 expression, tissue (but
not blood) Ang II levels increase (p for trend 0.004). Data are shown as mean6SEM of 4–18 experiments. *p,0.05 vs. Fibulin-4
+/+. (C) Relative mRNA
expression of Fibulin-4 and Ang II receptors. As published previously, a substantial decrease of fibulin-4 was observed in Fibulin-4
+/R and Fibulin-4
R/R
mice when compared to wild type littermates. Both the renal and aortic arch AT1b receptor content was larger in Fibulin-4
R/R mice when compared to
Fibulin-4
+/+ and Fibulin-4
+/R mice. No differences in AT1ao rA T 2 receptor expression were observed between the different genotypes (n=3–10).
AT1aR, angiotensin II type 1a receptor; AT1bR, angiotensin II type 1b receptor; AT2R, angiotensin II type 2 receptor.
doi:10.1371/journal.pone.0023411.g006
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PLoS ONE | www.plosone.org 9 August 2011 | Volume 6 | Issue 8 | e23411Figure 7. Aortic aneurysm treatment with losartan. (A) Elastic fiber fragmentation in newborn Fibulin-4
R/R mice could be prevented with
losartan, but not with propranolol or placebo. (B) Vessel wall thickness of thoracic aortas from newborn Fibulin-4
+/+ and treated Fibulin-4
R/R mice.
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which can have positive effects on the vascular remodeling. Results
obtained in MFS mice further demonstrate that losartan is able to
improve phenylephrine-induced contractility [50].
AT1 receptor blocker losartan, but not by the b-blocker
propranolol, prevented elastic fiber fragmentation and disarray
in the aortic media of newborn Fibulin-4
R/R mice. Treatment of
established aortic aneurysms in adult fibulin-4 mice with these
losartan doses (0.6 g/L) did not affect elastic fiber architecture.
Thus, losartan was only able to prevent aortic wall degeneration in
newborn Fibulin-4
R/R mice. This is opposite to findings in MFS
mice, where postnatal treatment did improve aortic wall
degeneration [6]. Clearly, there are differences between the
mouse models. All Fibulin-4
R/R mice suffer from severe aortic
aneurysms from birth that are prone to rupture, resulting in a
tremendous reduction in lifespan as compared to their wild type
littermates. MFS mice start to develop aortic aneurysms at the age
of two months with variable severity of the aneurysm, and have a
normal lifespan [51]. We hypothesize that aortic damage of
Fibulin-4
R/R mice at the age of 5.5 weeks is too severe to regress or
prevent further aortic growth with losartan treatment. Therefore,
no difference in vessel lumen could be observed between placebo-
or losartan-treated Fibulin-4
R/R mice. Most importantly, lifespan
of adult Fibulin-4
R/R mice treated with losartan largely improved,
accompanied with an increase with vessel wall thickness. Thus,
thickening of the aortic wall might prevent aortic rupture.
Postnatal losartan treatment of Fibulin-4R/R animals neither
resulted in improved vessel wall structure nor in reduced TGF-b
signaling, arguing against an active remodeling of the aorta.. Thus,
the improved lifespan seem to be a result of a reduced
haemodynamic stress, evidenced by a lower blood pressure.
Whether results are specific for AT1 receptor blockers and/or
inhibitors of the renin-angiotensin system or whether similar
effects can be obtained with other blood pressure lowering agents
has to be evaluated.
The present study is the first to show that losartan is effective in
the prevention of non-MFS based aortic aneurysms. For established
aortic aneurysms, losartan proved to largely improve lifespan,
accompanied with a (preventive) thickening of the aortic wall.
Together with previous reports, these data suggest that the
antihypertensive drug losartan, an AT1 receptor blocker that blunts
TGF-b activation, may be an effective drug in the early secondary
prevention of aortic media degeneration and aneurysm formation.
Supporting Information
Table S1 Top ten Ingenuity Canonical Pathways follow-
ing ANOVA (Fibulin-4
+/R vs. Fibulin-4
+/+). Top canonical
pathways of aortic transcriptome changes in Fibulin-4
+/R mice
compared to Fibulin-4
+/+ littermates. When comparing Fibulin-
4
+/R to Fibulin-4
+/+ aortas, mostly genes involved in calcium
signaling were identified (*).
(DOC)
Table S2 Top ten Ingenuity Canonical Pathways follow-
ing Statistical Analysis of Microarrays (Fibulin-4
+/R vs.
Fibulin-4
+/+). Top canonical pathways of aortic transcriptome
changes in Fibulin-4
+/R mice compared to Fibulin-4
+/+ litter-
mates. Molecules involved in muscle contractility showed high
significance (*). Furthermore, many genes involved in immune
responses and infectious diseases were identified.
(DOC)
Table S3 Top ten Ingenuity Canonical Pathways follow-
ing ANOVA (Fibulin-4
R/R vs. Fibulin-4
+/+). Top canonical
pathways of aortic transcriptome changes in Fibulin-4
R/R mice
compared to Fibulin-4
+/+ littermates. Analysis of Fibulin-4
R/R
mice revealed mainly genes associated with immunological or
infectious diseases. TGF-b showed upregulation (*).
(DOC)
Table S4 Top ten Ingenuity Canonical Pathways follow-
ing Statistical Analysis of Microarrays (Fibulin-4
R/R vs.
Fibulin-4
+/+). Top canonical pathways of aortic transcriptome
changes in Fibulin-4
R/R mice compared to Fibulin-4
+/+ litter-
mates. Mainly genes involved in immune responses and infectious
diseases were identified. TGF-b showed upregulation (*).
(DOC)
Acknowledgments
We thank Ed Lansbergen, Diana Ensink and Dennis de Meulder for their
assistance with the losartan treatment.
Author Contributions
Conceived and designed the experiments: PJvdS AHJD JE. Performed the
experiments: EM SMAS PMvH MV AMB JHMvE NWMR MCdW LtR
SL RvV. Analyzed the data: EM SMAS LtR SL RvV. Contributed
reagents/materials/analysis tools: PJvdS DJD AHJD JE. Wrote the paper:
EM DJD EVR AHJD JE.
References
1. Isselbacher EM (2005) Thoracic and abdominal aortic aneurysms. Circulation
111: 816–828.
2. Kawasaki T, Sasayama S, Yagi S, Asakawa T, Hirai T (1987) Non-invasive
assessment of the age related changes in stiffness of major branches of the human
arteries. Cardiovasc Res 21: 678–687.
3. Lakatta EG, Levy D (2003) Arterial and cardiac aging: major shareholders in
cardiovascular disease enterprises: Part I: aging arteries: a "set up" for vascular
disease. Circulation 107: 139–146.
4. Dietz HC, Cutting GR, Pyeritz RE, Maslen CL, Sakai LY, et al. (1991) Marfan
syndrome caused by a recurrent de novo missense mutation in the fibrillin gene.
Nature 352: 337–339.
5. Halme T, Savunen T, Aho H, Vihersaari T, Penttinen R (1985) Elastin and
collagen in the aortic wall: changes in the Marfan syndrome and annuloaortic
ectasia. Exp Mol Pathol 43: 1–12.
6. Habashi JP, Judge DP, Holm TM, Cohn RD, Loeys BL, et al. (2006) Losartan,
an AT1 antagonist, prevents aortic aneurysm in a mouse model of Marfan
syndrome. Science 312: 117–121.
7. El-Hamamsy I, Yacoub MH (2009) Cellular and molecular mechanisms
of thoracic aortic aneurysms. Nature Reviews in Cardiology 6: 771–
786.
8. Hucthagowder V, Sausgruber N, Kim KH, Angle B, Marmorstein LY, et al.
(2006) Fibulin-4: a novel gene for an autosomal recessive cutis laxa syndrome.
Am J Hum Genet 78: 1075–1080.
9. Argraves WS, Greene LM, Cooley MA, Gallagher WM (2003) Fibulins:
physiological and disease perspectives. EMBO Reports 4: 1127–1131.
10. Giltay R, Timpl R, Kostka G (1999) Sequence, recombinant expression and
tissue localization of two novel extracellular matrix proteins, fibulin-3 and
fibulin-4. Matrix Biol 18: 469–480.
11. McLaughlin PJ, Chen Q, Horiguchi M, Starcher BC, Stanton JB, et al. (2006)
Targeted disruption of fibulin-4 abolishes elastogenesis and causes perinatal
lethality in mice. Mol Cell Biol 26: 1700–1709.
12. Hanada K, Vermeij M, Garinis GA, de Waard MC, Kunen MG, et al. (2007)
Perturbations of vascular homeostasis and aortic valve abnormalities in fibulin-4
deficient mice. Circ Res 100: 738–746.
Losartan treatment of Fibulin-4
R/R mice recovered vessel wall thickness. (C) Losartan treatment of adult Fibulin-4
R/R mice did not improve elastic fiber
fragmentation. (D) Vessel wall thickness increased after postnatal losartan treatment. (E) Postnatal treatment with losartan did not reduce the amount
of pSmad2 positive cells, nor did it affect lumen diameter (F). *p,0.05 vs. wild type, #p,0.05 vs. placebo-treated Fibulin-4
R/R mice, n=4–5.
doi:10.1371/journal.pone.0023411.g007
Role of Renin-Angiotensin System in Fibulin-4 Mice
PLoS ONE | www.plosone.org 11 August 2011 | Volume 6 | Issue 8 | e2341113. Brooke BS, Habashi JP, Judge DP, Patel N, Loeys B, et al. (2008) Angiotensin II
blockade and aortic-root dilation in Marfan’s syndrome. N Engl J Med 358:
2787–2795.
14. Hawinkels LJ, Verspaget HW, van der Reijden JJ, van der Zon JM,
Verheijen JH, et al. (2009) Active TGF-beta1 correlates with myofibroblasts
and malignancy in the colorectal adenoma-carcinoma sequence. Cancer Sci
100: 663–670.
15. van den Bos EJ, Mees BM, de Waard MC, de Crom R, Duncker DJ (2005) A
novel model of cryoinjury-induced myocardial infarction in the mouse: a
comparison with coronary artery ligation. Am J Physiol Heart Circ Physiol 289:
H1291–1300.
16. Mulvany MJ, Halpern W (1977) Contractile properties of small arterial
resistance vessels in spontaneously hypertensive and normotensive rats. Circ
Res 41: 19–26.
17. van Esch JHM, Gembardt F, Sterner-Kock A, Heringer-Walther S, Le TH, et
al. (2010) Cardiac phenotype and angiotensin II levels in AT1a, AT1b and AT2
receptor single, double and triple knockouts. Cardiovasc Res 86: 401–409.
18. Danser AHJ, van Kats JP, Admiraal PJJ, Derkx FH, Lamers JMJ, et al. (1994)
Cardiac renin and angiotensins. Uptake from plasma versus in situ synthesis.
Hypertension 24: 37–48.
19. Livak KJ, Schmittgen TD (2001) Analysis of relative gene expression data using
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods 25:
402–408.
20. DeLean A, Munson PJ, Rodbard D (1978) Simultaneous analysis of families of
sigmoidal curves: application to bioassay, radioligand assay, and physiological
dose-response curves. Am J Physiol 235: E97–102.
21. Safar ME, Levy BI, Struijker-Boudier H (2003) Current perspectives on arterial
stiffness and pulse pressure in hypertension and cardiovascular diseases.
Circulation 107: 2864–2869.
22. Zhou Y, Dirksen WP, Babu GJ, Periasamy M (2003) Differential vasoconstric-
tions induced by angiotensin II: role of AT1 and AT2 receptors in isolated
C57BL/6J mouse blood vessels. Am J Physiol Heart Circ Physiol 285:
H2797–2803.
23. Henriques T, Zhang X, Yiannikouris FB, Daugherty A, Cassis LA (2008)
Androgen increases AT1a receptor expression in abdominal aortas to promote
angiotensin II-induced AAAs in apolipoprotein E-deficient mice. Arterioscler
Thromb Vasc Biol 28: 1251–1256.
24. Daugherty A, Rateri DL, Charo IF, Owens AP, Howatt DA, et al. (2010)
Angiotensin II infusion promotes ascending aortic aneurysms: attenuation by
CCR2 deficiency in apoE-/- mice. Clin Sci (Lond) 118: 681–689.
25. Nagashima H, Sakomura Y, Aoka Y, Uto K, Kameyama K, et al. (2001)
Angiotensin II type 2 receptor mediates vascular smooth muscle cell apoptosis in
cystic medial degeneration associated with Marfan’s syndrome. Circulation 104:
I282–287.
26. Goumans MJ, Liu Z, ten Dijke P (2009) TGF-beta signaling in vascular biology
and dysfunction. Cell Res 19: 116–127.
27. van Kats JP, Schalekamp MADH, Verdouw PD, Duncker DJ, Danser AHJ
(2001) Intrarenal angiotensin II: interstitial and cellular levels and site of
production. Kidney Int 60: 2311–2317.
28. Nataatmadja M, West M, West J, Summers K, Walker P, et al. (2003) Abnormal
extracellular matrix protein transport associated with increased apoptosis of
vascular smooth muscle cells in marfan syndrome and bicuspid aortic valve
thoracic aortic aneurysm. Circulation 108 Suppl 1: II329–334.
29. Lopez-Candales A, Holmes DR, Liao S, Scott MJ, Wickline SA, et al. (1997)
Decreased vascular smooth muscle cell density in medial degeneration of human
abdominal aortic aneurysms. Am J Pathol 150: 993–1007.
30. Wolinsky H, Glagov S (1964) Structural Basis for the Static Mechanical
Properties of the Aortic Media. Circ Res 14: 400–413.
31. Faury G (2001) Function-structure relationship of elastic arteries in evolution:
from microfibrils to elastin and elastic fibres. Pathol Biol (Paris) 49: 310–325.
32. Marque V, Kieffer P, Gayraud B, Lartaud-Idjouadiene I, Ramirez F, et al.
(2001) Aortic wall mechanics and composition in a transgenic mouse model of
Marfan syndrome. Arterioscler Thromb Vasc Biol 21: 1184–1189.
33. Jeremy RW, Huang H, Hwa J, McCarron H, Hughes CF, et al. (1994) Relation
between age, arterial distensibility, and aortic dilatation in the Marfan
syndrome. Am J Cardiol 74: 369–373.
34. Vitarelli A, Conde Y, Cimino E, D’Angeli I, D’Orazio S, et al. (2006) Aortic wall
mechanics in the Marfan syndrome assessed by transesophageal tissue Doppler
echocardiography. Am J Cardiol 97: 571–577.
35. Huang J, Davis EC, Chapman SL, Budatha M, Marmorstein LY, et al. (2009)
Fibulin-4 deficiency results in ascending aortic aneurysms. A potential link
between abnormal smooth muscle cell phenotype and aneurysm progression.
Circ Res 106: 583–592.
36. Chew DK, Conte MS, Khalil RA (2004) Matrix metalloproteinase-specific
inhibition of Ca2+ entry mechanisms of vascular contraction. J Vasc Surg 40:
1001–1010.
37. Chung AW, Au Yeung K, Sandor GG, Judge DP, Dietz HC, et al. (2007) Loss of
elastic fiber integrity and reduction of vascular smooth muscle contraction
resulting from the upregulated activities of matrix metalloproteinase-2 and -9 in
the thoracic aortic aneurysm in Marfan syndrome. Circ Res 101: 512–522.
38. Neptune ER, Frischmeyer PA, Arking DE, Myers L, Bunton TE, et al. (2003)
Dysregulation of TGF-beta activation contributes to pathogenesis in Marfan
syndrome. Nat Genet 33: 407–411.
39. Kaijzel EL, van Heijningen PM, Wielopolski PA, Vermeij M, Koning GA, et al.
(2010) Multimodality imaging reveals a gradual increase in matrix metallopro-
teinase activity at aneurysmal lesions in live fibulin-4 mice. Circ Cardiovasc
Imaging 3: 567–577.
40. Renard M, Holm T, Veith R, Callewaert BL, Ades LC, et al. (2010) Altered
TGFbeta signaling and cardiovascular manifestations in patients with autosomal
recessive cutis laxa type I caused by fibulin-4 deficiency. Eur J Hum Genet 18:
895–901.
41. Matt P, Schoenhoff F, Habashi J, Holm T, Van Erp C, et al. (2009) Circulating
transforming growth factor-beta in Marfan syndrome. Circulation 120:
526–532.
42. Gibbons GH, Pratt RE, Dzau VJ (1992) Vascular smooth muscle cell
hypertrophy vs. hyperplasia. Autocrine transforming growth factor-beta 1
expression determines growth response to angiotensin II. J Clin Invest 90:
456–461.
43. Ford CM, Li S, Pickering JG (1999) Angiotensin II stimulates collagen synthesis
in human vascular smooth muscle cells. Involvement of the AT(1) receptor,
transforming growth factor-beta, and tyrosine phosphorylation. Arterioscler
Thromb Vasc Biol 19: 1843–1851.
44. Kagami S, Border WA, Miller DE, Noble NA (1994) Angiotensin II stimulates
extracellular matrix protein synthesis through induction of transforming growth
factor-beta expression in rat glomerular mesangial cells. J Clin Invest 93:
2431–2437.
45. Sun Y, Zhang JQ, Zhang J, Ramires FJ (1998) Angiotensin II, transforming
growth factor-beta1 and repair in the infarcted heart. J Mol Cell Cardiol 30:
1559–1569.
46. Batenburg WW, de Bruin RJ, van Gool JM, Muller DN, Bader M, et al. (2008)
Aliskiren-binding increases the half life of renin and prorenin in rat aortic
vascular smooth muscle cells. Arterioscler Thromb Vasc Biol 28: 1151–1157.
47. Lu H, Rateri DL, Cassis LA, Daugherty A (2008) The role of the renin-
angiotensin system in aortic aneurysmal diseases. Current Hypertension Reports
10: 99–106.
48. Pannu H, Tran-Fadulu V, Papke CL, Scherer S, Liu Y, et al. (2007) MYH11
mutations result in a distinct vascular pathology driven by insulin-like growth
factor 1 and angiotensin II. Hum Mol Genet 16: 2453–2462.
49. Moltzer E, Essers J, van Esch JH, Roos-Hesselink JW, Danser AH (2011) The
role of the renin-angiotensin system in thoracic aortic aneurysms: Clinical
implications. Pharmacology and Therapeutics 131: 50–60.
50. Yang HH, Kim JM, Chum E, van Breemen C, Chung AW (2009) Long-term
effects of losartan on structure and function of the thoracic aorta in a mouse
model of Marfan syndrome. Br J Pharmacol 158: 1503–1512.
51. Judge DP, Biery NJ, Keene DR, Geubtner J, Myers L, et al. (2004) Evidence for
a critical contribution of haploinsufficiency in the complex pathogenesis of
Marfan syndrome. J Clin Invest 114: 172–181.
Role of Renin-Angiotensin System in Fibulin-4 Mice
PLoS ONE | www.plosone.org 12 August 2011 | Volume 6 | Issue 8 | e23411